vestigated the possibility that changes in the lecithinase activity of C. perfringens may be induced by the mutagenic agent, N-methyl-N'-nitro-N-nitrosoguanidine. The mutagenic properties of nitrosoguanidine were first demonstrated by Mandell and Greenberg (4) and it appears to be the most powerful chemical mutagen yet discovered. The mechanism of action of nitrosoguanidine upon the genetic system of the cell is yet unknown. In view of the fact that Gilham (3) has shown that nitrosoguanidine induces both chromosomal and nonchromosomal mutations, there is a high probability that every cell will be mutated at more than one site.
Three strains of C. perfringens (UMJS-12, isolated from human feces; UMJS-29, isolated from meat; and UMJS-39, isolated from soil) were used in this study. Ten ml of thioglycollate broth (Difco) was inoculated with 1.0 ml of an 18-to 24-hr thioglycollate broth culture of C. perfringens. After 5 hr of incubation at 46 C, the cells were washed by centrifugation in saline and then resuspended in saline to obtain a cell suspension that yielded approximately 10 to 50 colonies per plate. This was done to avoid crowding of the colonies on the plates, which might influence colony size. Nitrosoguanidine (Aldrich Chemical Co., Milwaukee, Wis.) was added to the cell suspensions to yield a final concentration of 100 ,ug of nitrosoguanidine per ml. After the tubes were incubated for 20 min at room temperature, permitting the mutagen to act upon the cells, the cell suspensions were diluted in 0.1% peptone water, plated on 5.0% rabbit blood-agar, and incubated anaerobically for 24 hr.
Mutants were selected on the basis of colonial morphology. The criteria that were used were (i) colonies with diameters which were greater or lesser than those of the parent colonies, and (ii) colonies with irregular margins. Because this marker was used to isolate mutants, colonies which appeared normal may also have exhibited a change in lecithinase activity. The mutant colonies produced hemolytic patterns similar to those of the wild type. The diameter of each mutant colony was measured by means of a vernier caliper. The mutant colonies were subcultured and maintained in thioglycollate broth. Lecithinase activity of each mutant strain was determined according to the method of Nakamura and Cross (5) . In order to compensate for the differences in the cell densities ofthe cultures, the amount oflecithinase produced was calculated per mg of dry cell weight. The mutants that were isolated possessed lecithinase activity levels which were less than, as well as greater than, the levels produced by the parent strains (Table 1 Paquette and Fredette (6) reported that mutants of C. perfringens obtained by euflavine treatment lost their capacity to synthesize lecithinase as well as their ability to invade the animal body. They Because mutants of C. perfringens that possess altered lecithinase activities can be produced by mutagenic agents, it is conceivable that spontaneous mutants may arise which will possess an altered capacity to produce lecithinase. This may account for the variation in lecithinase activities reported in the literature. This investigation was supported by Public Health Service grant UI-00291-03 from the National Center for Urban and Industrial Health.
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